A technique is described which may be used to identify Haemophilus influenzae type b, Streptococcus pneumoniae, group A and B streptococci, and Staphylococcus aureus in smears of clinical specimens. studies demonstrated that lower dilutions of the sera frequently produced cross-reacting fluorescence, whereas specific activity decreased when sera were diluted beyond 1:64.
The etiology of infection often cannot be ascertained by culture when patients have been partially treated with antibiotics. Antigen detection techniques such as counterimmunoelectrophoresis (2), latex agglutination (10) , and staphylococcal coagglutination (9) studies demonstrated that lower dilutions of the sera frequently produced cross-reacting fluorescence, whereas specific activity decreased when sera were diluted beyond 1:64.
The smear was incubated at room temperature in a moist chamber for 30 min. The smear was washed by holding the slide in a tilted position and applying buffered saline from a wash bottle for 10 s. The slide was then placed in buffered saline for 10 min, dipped into tap water, and blotted dry. Fluorescein-conjugated goat anti-rabbit gamma globulin (Antibodies Incorporated, Davis, Calif.) diluted 1:200 in buffered saline was added to all of the etched areas. The incubation and washing procedure was repeated as described above. The smear was mounted in buffered glycerol and examined by fluorescence microscopy. Five Smears from 12 specimens which were culture positive for other organisms were examined. The specimens were obtained from normally sterile sites, and the following number of specimens yielded on culture a single isolate of: alpha-hemolytic streptococci, 2; non-group A or B betahemolytic streptococci, 2; Neisseria meningitidis, 4; Staphylococcus epidermidis, 2; Pseudomonas aeruginosa, 1; or Bacteriodes fragilis, 1. Organisms were seen in the Gram stain in all of the specimens. False-positive fluorescence was observed in two smears. Group A and B streptococcal antisera reacted with a beta-hemolytic streptococcus subsequently identified as group G. The group A serum also reacted with a strain of N. meningitidis in a joint fluid specimen. However, the organism was interpreted not to be a group A streptococcus on the basis of morphology.
Biegeleisen et al. (1) and Fox et al. (5) used the direct technique to evaluate immunofluorescence in the rapid diagnosis of meningitis caused by HIB, S. pneumoniae, and N. meningitidis. In both studies, the pathogen was identified in 93% (6) or in blood culture broth (8) has been described. The method is also superior to the Gram stain in revealing organisms in low densities. The advantage over immunofluorescence methods is that any bacterial species can be detected due to staining of the nucleic acids. Although the indirect fluorescent-antibody assay is limited to a few specific agents, it provides simultaneous detection and identification of pathogens in clinical specimens.
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